The zinc-binding sites are indicated with blue arrows, whereas the putative PE-interactive residues are highlighted with red arrows.
As described with MCR-1/2/3 [3] [4] [5] , structural modeling was conducted via SWISS-MODEL and the ribbon structure was generated with PyMol. The structural template refers to the neisserial EptA with known structure (PDB: 5FGN) 6 . The ping-pong enzymatic model for MCR-4 action (panel c) is modified appropriately from those recently assigned to MCR-1/2 2, 4, 5, 7 with permissions. The expression of mcr-1 and/or (mcr-3 and mcr-4) was induced by the addition of varied levels of arabinose (0.00%, 0.02%, and 0.20%) into LB media. Three independent experiments were performed here. It is expressed with means ± SD. The value of OD600 was recorded in triplicate. SD denotes standard deviation.
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Supplementary Figure 12
A working model for MCR-mediated impairment of the hydroxyl radical death pathway in E. coli a. Cartoon illustration for membrane damage triggered by the cationic antimicrobial polypeptide colistin and the resultant ROS production in E. coli b. Expression of MCR-1/2/3/4 prevents the penetration of colistin into bacterial membrane and then interferes the induction of ROS in E. coli c. Chemical rescue assays suggest that Fenton reaction participates into colistin-induced hydroxyl radical killing pathway in E. coli
The LPS-lipid A moiety refers to an initial target of colistin challenge. Bipyridine is a well-known ferric chelator, and L-cysteine is the ROS scavenger. The model (in panels a & b) is generated with the software of Adobe Illustrator combined with PowerPoint, which is mainly adapted from Xu et al. 3 and Wei et al. 8 with permissions. DCFH2-DA, the oxidant-sensitive dye, was utilized to capture the intra-cellular ROS level, because that it can be oxidized by hydrogen peroxide to give DCF, a fluorescent product. A Zeiss LSM 510 Meta confocal laser scanning microscope (100x oil immersion objective) was applied to quantify the intensity of resultant fluorescence. Of note, hydrogen peroxides induced fluorescence is observed in green. The scale of bar is 18 μm. *The underlined letters in italics denote restrictions sites, and the letters in bold refer to the point mutations.
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